Background
Results
Overall, 407 (34%) patients had at least stage 1 AKI, of whom 251 (61.7%) had duration of 1-2 days, 118 (28.9%) had duration 3-6 days, and 38 (9.3%) had duration of 7 days. Higher concentrations of all biomarkers (per log increase) were independently associated with a greater odds of a longer duration of AKI; odds ratios and 95% confidence intervals using ordinal logistic regression were the following: IL-18: 1.22, 1.13-1.32; KIM-1: 1.36, 1.21-1.52; albumin 1.20, 1.09-1.32; L-FABP 1.11, 1.04-1.19; NGAL 1.06, 1.00-1.14). AKI duration of 7 days or longer was associated with a 5-fold adjusted risk of mortality at 3 years.
Introduction
After cardiac surgery, AKI is seen in up to 30% of patients and is associated with adverse outcomes including increased length of stay and mortality. [1] [2] In addition to the magnitude of serum creatinine rise, duration of AKI has been shown to be independently associated with poorer long-term survival after cardiac surgery and non-cardiac surgery. [3] [4] Recent advances have led to the discovery and validation of several novel biomarkers that have demonstrated utility in ascertaining AKI before rise in serum creatinine. [5] These include kidney injury biomarkers such as neutrophil gelatinase-associated lipocalin (NGAL), interleukin-18 (IL-18), kidney injury molecule-1 (KIM-1), and liver fatty acid binding protein (L-FABP). We have previously demonstrated that several of these biomarkers are independently associated with the development of AKI. [6] The expectation has been that biomarkers would assist in drug development to enrich event rates to improve efficiency and statistical power of clinical trials. Transient AKI or short duration AKI will dilute the ability to detect the effect of any new intervention, since even those in the non-intervention arm will have rapid recovery of renal function. Thus, the duration of AKI perhaps serves as a better indicator of AKI, not only for its association with poor outcomes, but to serve as an endpoint in AKI prevention or treatment trials.
In order to enrich a treatment trial for AKI, one could consider leveraging the immediate post-operative injury biomarkers to predict those patients at higher risk for longer duration of AKI. Since the relationship of injury biomarkers with the duration of AKI has not yet been elucidated, we sought to examine the association between biomarkers of kidney injury and duration of AKI in the TRIBE-AKI (Translational Research Investigating Biomarker Endpoints in Acute Kidney Injury) cohort. We were also interested in validating the association of duration of AKI on long term mortality in this cohort.
Materials and Methods

Patient Cohort
The TRIBE-AKI cohort is a prospective cohort study of patients undergoing cardiac surgery at high risk for postoperative AKI, enrolled at six academic medical centers in North America from July 2007 to December 2009. Patients were excluded if they experienced AKI before the surgery, had undergone kidney transplantation, had a history of ESRD, or a baseline serum creatinine of >4.5 mg/dl. All the patients provided written informed consent, and the respective institution's review board approved the protocol. The detailed methods for sample collection have been described previously. [7] We included 1199 adults undergoing cardiac surgery in the TRIBE-AKI cohort that survived to discharge, to eliminate confounding by competing risk of early pre-operative death with AKI duration, and also to allow for assessment of duration of AKI for long-term mortality. AKI was defined by a rise in serum creatinine of at least 0.3 mg/dL or 50% from baseline to peak post-operative value at any time during the initial post-operative 
Sample Collection and Biomarker Assays
We collected urine specimens preoperatively and daily upto 5 postoperative days. The first postoperative sample was collected 0-6 hours after surgery. For the first 24 hours postoperatively, urine samples were collected every 6 hours. The remaining daily blood and urine samples were obtained at the time of routine morning blood collection done for clinical care. Specimen collection was stopped on postoperative day 3 in subjects who had not yet had an increase in serum creatinine. We obtained fresh urine samples from urinary catheters and centrifuged the samples to remove cellular debris. We aliquoted urine supernatant into cryovials and stored the samples at −80°C until biomarker measurement. No additives were added. [7] The details regarding the biomarker assays have been described previously. [8] Statistical Methods
The distributions of the biomarkers were skewed, so we log transformed all biomarkers and analyzed them continuously and by quintiles. We compared continuous variables with oneway analysis of variance and categorical variables with chi-squared tests across categories of AKI duration. Violin plots were created to visually compare biomarker levels at 0-6 hours post-operatively across these AKI categories. Violin plots are similar to box plots, except also present the probability density of the data. A boxplot is situated within the middle of the violin plot, with the area outside of the boxplot visually displaying the skewness of the biomarker distribution. We used ordinal logistic regression in order to compare biomarker concentration (log transformed and by quintiles) with the duration of AKI as an ordered categorical outcome.
To assess the potential discrimination of the biomarkers, we calculated c-statistics for AKI duration for each biomarker alone and also in combination panels. When calculating the c-statistics using logistic regression models, two outcomes were used. AKI duration less than two days, including no AKI, was chosen to assess the ability of the biomarkers to distinguish individuals who experienced no or short duration AKI. The other outcome assessed was duration of AKI greater than or equal to 7 days, to determine the ability of the biomarkers to discriminate between those with and without long duration AKI. The best performing two and threeway biomarker combinations for both outcomes, defined as the highest c-statistics, were presented. We used multivariable Cox proportional hazards regression with AKI duration as the exposure and mortality as the outcome to assess the potential association of duration of AKI and long-term mortality. We considered a two tailed p value of <0.05 as significant. Small cell counts (counts 5) are only presented for data collected by TRIBE-AKI and not from Ontario healthcare databases (where to minimize the risk of reidentification small cell counts are suppressed). All analyses were performed in SAS (version 9.3; SAS Institute, Cary, NC) and R 2.12.1 (R Foundation for Statistical Computing, Vienna, Austria) software.
Results
Patient Characteristics
Baseline characteristics between patients without AKI, and AKI by duration (1-2; 3-6 and 7 days) are presented in Table 1 . Overall, 407/1199 patients (34%) experienced AKI. Of the 407 Table 1 . Patient Characteristics by Duration of AKI (n = 1194).
Characteristic
No AKI 0 days (n = 788) 1-2 days (n = 250) 3-6 days (n = 118) 7 days (n = 38) P value 
Biomarker Levels and Duration of AKI
The median first postoperative values of all 5 kidney injury biomarkers were significantly higher as the duration of AKI increased (Fig 1) . Shorter duration of AKI tended to have a more skewed distribution, with biomarker values skewed towards low values. In addition, the percentage of patients in highest quintile of biomarker concentrations increased as the duration of AKI increased, with the largest gradient observed for median IL-18 concentrations across AKI categories ( Table 2) .
Association of Postoperative Biomarkers and Duration of AKI
Higher levels of all 5 log transformed biomarkers were significantly associated with duration of AKI in univariable models, which persisted for all biomarkers except urine NGAL, after adjusting for confounders including age, sex, white race, elective surgery, cardiopulmonary bypass time, pre-operative eGFR, diabetes, hypertension, congestive heart failure, myocardial infarction, surgery type, and center. The strongest association were seen for urine KIM-1 and IL-18, where each log increase in these markers were associated with 36% and 22% increased odds of duration category, respectively (OR 1.36, 95% CI 1.21, 1.52 for KIM-1 and OR 1.22, 95% CI 1.13-1.32 for IL-18). The highest quintiles of KIM-1 and IL-18 were associated with 2.3-fold and 2.9-fold increased odds of duration of AKI, respectively (Table 3 ). In additional analyses using biomarkers normalized to urine creatinine, the associations were slightly attenuated but remained significant. (S1 Table) Diagnostic ability of Postoperative Biomarkers for Duration of AKI
The areas under the curve for AKI duration of 2 days (no AKI or AKI with duration up through 2 days) and AKI duration 7 days are presented in Table 4 for all postoperative biomarkers. The AUCs ranged from 0.62 (L-FABP) to 0.75 (KIM-1) for AKI duration 7 days. Panels of 2 or 3 biomarkers only improved the AUC to 0.75 and 0.76, respectively. The AUCs for AKI duration of 2 days ranged from 0.61 to 0.66, and improved to 0.68 with two or three biomarker panel combinations (Table 4) .
Duration of AKI and Long term Mortality
During the follow-up period (median 3 years, IQR (2.2, 3.6)), 12% of the entire cohort died. The crude mortality rates per 1000 person years increased from 42/1000 person-years for no AKI, 66/1000 person-years for 1-2 days of AKI, 87/1000 person-years for 3-6 days of AKI, and 254/1000 person-years for duration of AKI 7 days. The adjusted hazard ratios for mortality were roughly 1.5 (but borderline statistically significant) for duration of AKI of 1-2 and 3-6 days. Duration of AKI 7 days was associated with a four-fold increase in mortality risk compared to no AKI (Table 5 ).
Discussion
In this cardiac surgery cohort, elevated urinary levels of injury biomarkers, including IL-18, KIM-1, NGAL, L-FABP, and albumin, obtained immediately after surgery, were independently associated with duration of AKI in a graded manner. Moreover, while the vast majority of participants in the TRIBE-AKI Cohort experienced stage 1 AKI when classified by peak serum creatinine increase, approximately one-third had duration of AKI of at least 3 days or more. In contrast, as expected, the majority of patients with stage 2 or 3 AKI had duration of AKI that generally exceeded two days. Thus, the greatest incremental impact of application of urinary biomarkers to improve upon prediction of duration of AKI may be in those with more mild forms of AKI. Consensus definitions of AKI account only for the magnitude of rise of serum creatinine, [9] which are based on a dose-response relationship between the severity of AKI (defined by serum creatinine) and outcomes. [10, 11] While duration and magnitude of peak creatinine rise often are correlated, there are substantial number of individuals in which the two parameters can dissociate. Thus, the consensus definitions are limited by the fact that they do not consider duration of AKI as an input, as longer duration of AKI may help differentiate patients with prolonged intrinsic kidney injury from those who have transient AKI due to volume depletion or hemodynamic perturbations. [4] In addition, the duration of AKI may reflect the overall severity of illness, and thus the patients with continuing and severe illness will take longer to recover. In this cohort, it was readily apparent that patients with long duration of AKI generally had greater number of post-operative complications. Also, impediments to renal tubule repair and recovery, such as older age, less renal mass, or subclinical renal ischemia may impact duration of AKI. [12, 13] Thus, the duration of AKI is a more multidimensional outcome incorporating etiology, severity and potential for recovery. Despite its potential as a reliable metric, AKI duration has not been used as an endpoint in clinical trials for intervention in or prevention of AKI. [14] However, a recent workshop convened by the National Institute of Diabetes and Digestive and Kidney Diseases considered utilizing duration as a secondary endpoint in AKI prevention after elective surgery. [15] Indeed, if the goal is to enroll patients in a trial of an agent to treat post-operative AKI, enrolling patients with elevated biomarker levels of kidney injury immediately after surgery may identity a segment of patients with a high incidence of AKI, with a type of AKI that may be amenable to treatment. If a substantial proportion of participants with "short-duration of AKI" were enrolled, then it be would be challenging to demonstrate efficacy from any agent or strategy because recovery would be prompt regardless of the intervention. Our study has important limitations. We did not have urine output data for building the definitions of AKI. Most of the AKI in the TRIBE-AKI cohort was stage 1. Thus, there is a small spectrum seen for the duration of AKI for those with stage 2 or 3 AKI based upon the peak creatinine rise.
In conclusion, in the TRIBE-AKI cohort, there was an independent dose-response association between urinary levels of injury biomarkers immediately after cardiac surgery and longer duration of AKI. Future studies should explore the potential utility of these urinary kidney injury biomarkers to enrich enrollment of patients at risk for longer duration of AKI into trials of interventions to prevent or treat post-operative AKI.
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